27 Background: Zika virus (ZIKV) was recently introduced in the American continent, 28 probably transmitted by Aedes aegypti and possibly by Ae. albopictus and Culex 29 quinquefasciatus in urban environments. ZIKV represents a known public health 30 problem as it has been involved in newborn cases of congenital microcephaly in South 31 America since 2005. The transmission of this virus in forested areas of other countries 32 and its relative ubiquity in relation to its vectors and reservoirs raises suspicions of its 33 adaptation to non-human modified environments (i.e., natural forests reserve) or on this 34 continent, similar to those seen for Yellow fever virus (YFV). The objective of this 35 work was to have an epidemiological monitoring tool mapping insects as well as 36 circulating arboviruses in wild areas with low human interference. This study was based 37 on the history of the insect flavivirus spreading cycle. Methods/Principal Findings: 38 Using a previously described sensitive PCR-based assay to assess the conserved NS5 39 region of the Flavivirus genus, both YFV partial genome and ZIKV were found in pools 40 of Aedes albopictus, a sylvatic mosquito adapted to human-modified environments, and 41 in Haemagogus leucocelaenus, a sylvatic mosquito. Conclusions: This is the first report 42 of natural infection by ZIKV in mosquitoes in a sylvatic environment on the American 43 continent. The wide distribution of these mosquitoes is probably important in the 44 transmission of ZIKV. Vertical transmission indicates a higher efficiency for the 45 maintenance and transmission of the virus in nature as well as the presence of the ZIKV 46 in permanent character in the forest areas as it occurs with the YFV thus making more 47 difficult the prevention of new cases of Zika in humans.
Introduction
Study areas 143 The eggs of Hg. leucocelaenus and Ae. albopictus were collected using ovitraps, and Tinguá at approximately 30 km from Rio de Janeiro. Samples were collected from 149 four sampling sites. Geographical coordinates of the sampling sites were obtained using 150 a Garmin GPSMAP 60CS (Garmin International, Inc., Olathe, KA, USA) (Table 1) . Graphics Suite X7 (Fig 1) .
163
The main land cover of the region is typical Atlantic forest vegetation, with dense 164 ombrophilous sub-mountain forests in moderate and advanced stages of regeneration.
165
The region, located in the hydrographic basin of São João River, is situated in the 166 intertropical zone (at low latitudes) and is highly influenced by the Atlantic Ocean.
167
Thus, its climate is predominantly a humid tropical type [18] . The average temperature (2.5 × 14 cm). The traps were placed at a height that varied between 2 and 10 m above 173 soil level. Details on the use and manufacturing of the ovitraps can be found in studies 174 previously done [20, 21] . The paddles in the traps were examined every two weeks to 175 detect and quantify the eggs.
176
Just after arriving in the laboratory positive-paddles were immersed in white trays 177 filled with dechlorinated water at 29 ± 1°C and these trays were kept in an acclimatized 178 chamber for hatching. After 3 days, the paddles were removed from the water and left to 179 air dry for another 3 days to quantify the hatched larvae. Immature forms were reared as 180 previously described [22] , and processed for diagnosis of natural infection by 181 arboviruses through molecular techniques.
182
Before extraction, all mosquitoes were retained in cryotubes in a -80°C but is also ubiquitous in its absence [49, 50] .
267
Another risk factor is that Ae. albopictus can be the vector, of at least, for two 268 different Flaviviruses since it was found in insect pools from Africa. In addition, 
